[Abstract] Adult dorsal root ganglia neurons are among the few adult neuronal cell types that can be purified and grown relatively easily in dissociated cell culture. Here we describe a procedure for the isolation and growth of dissociated adult mouse DRG neurons using Percoll gradients and a chemically defined medium. These cultures can be used for morphological, biochemical and electrophysiological studies of neuronal growth and function.
1. 6 to 9 weeks old female mouse 2. Poly-L-lysine hydrobromide (100 μg/ml in water) (Sigma-Aldrich, catalog number:
P1524)
3. Laminin (1 mg/ml) ( 11. Repeat this step one more time and resuspend the cell pellet in 2 ml of L15 media. C. Purification of DRG neurons by using Percoll gradients 1. Add 1 ml of 10x Hank's Balanced Salt Solution (HBSS) to 9 ml of Percoll and mix thoroughly to make a 90% working solution.
2. Dilute 90% Percoll in 1x HBSS to make stock solutions of 30 and 60% Percoll.
3. Place 3 ml of 60% Percoll in 14 ml round bottom tube and carefully overlay with 3 ml of 30% Percoll. It is important not to disturb the interface between the 2 concentrations of Percoll.
4. Place 1 ml of the cell suspension over the Percoll gradient solution being careful to not disturb the interface of Percoll.
5. Centrifuge the tubes at 800 x g for 20 min at 4 °C using a swinging bucket rotor.
6. After centrifugation, the cloudy layer at the interface of the two Percoll solutions contains the DRG neurons (Figures 5 and 6 ). Gently remove and discard the first 3 ml from the top which contains mainly myelin and Schwann cell debris. Transfer the next 2 ml containing the neurons into 15 ml conical tube.
7. Fill up the 15 ml tube with L15 media. Centrifuge it at 200 x g for 10 min. 
